2. Inoculate 10 ml (for log phase, OD600 ~1) and 5 ml (for stationary phase, OD600 ~3) of Middlebrook 7H9 media supplemented with 0.2% glycerol and 0.05% Tween 80 with the primary inoculum such that the starting OD600 is 0.05 and grow at 37 °C with shaking at 200 rpm.
3. Once the 10 ml culture reaches OD600 ~1 (usually takes ~14 h), pellet 9 ml of culture by centrifuging at 3000 x g for 10 min in a 15 ml centrifuge tube at 4 °C. Collect 1 ml of culture supernatant in a 1.5 ml microcentrifuge tube and keep in ice. Keep the cell pellet on ice after carefully and completely removing the rest of the supernatant. 
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(v/v) OADC with the primary inoculum such that the starting OD600 is 0.1 in T75 and T25 tissue culture flasks, respectively. Grow at 37 °C in a humidified incubator as static cultures.
3. Once the 20 ml culture reaches OD600 ~1 (usually takes ~7-8 days), pellet 18 ml of culture by centrifuging at 3,000 x g for 10 min in a 50 ml centrifuge tube at 4 °C. Collect 1 ml of culture supernatant in a 1.5 ml microcentrifuge tube and keep in ice. Keep the cell pellet on ice after carefully and completely removing the rest of the supernatant.
4. When the 10 ml culture reaches OD600 ~3 (usually takes ~14-15 days), pellet 6 ml of culture by centrifuging at 3,000 x g for 10 min in a 15 ml centrifuge tube at 4 °C. Collect 1 ml of culture supernatant in a 1.5 ml microcentrifuge tube and keep in ice. Keep the cell pellet on ice after carefully and completely removing the rest of the supernatant.
C. Separating free and bound cAMP in the cytosolic fraction (identical for both M. smegmatis and M.
bovis BCG)
1. Add 400 μl of cold phosphate buffered saline to the cell pellets and resuspend the cells either by vortexing or pipetting up and down several times. Transfer the cell suspension to a new 1.5 ml microcentrifuge tube.
2. Pellet the cells by centrifuging at 3,000 x g for 10 min at 4 °C and discard the supernatant. , where ̅ is the sample mean. 
